Mecp2 deficiency.' This study concluded that DLX5 was not imprinted in normal human LCLs nor in human brain, contradicting the conclusions of Okita et al. (Genomics 81:556-559, 2003)
and Horike et al. (Nature Genetics 37:31-40, 2005) [4] . Schüle et al. also (Fig. 2) . We have reproduced the same quality of data ( Fig. 2A) as those published previously by Horike et al. To show that LCLs are prone to losing the imprinting status at the DLX5 locus, we deliberately continued culturing these same cells under non-optimal conditions by several additional passages. After one freeze/thaw cycle, these cells grew at a much slower rate, and DLX5 expression became biallelic for both cell lines (Fig. 2B) . Horike et al. , and the data were successfully reproduced in Fig. 2A .
genomic DNA of both parental alleles (reflected by equal intensity C and T peaks at the point where the sequence mismatch occurs between paternal and material alleles), it is apparent that Dlx5 is monoallelically expressed in normal LCLs

Therefore, we always used freshly purchased LCLs from the supplier with minimum passages to obtain a sufficient number of cells for all experiments involving LCLs. In contrast to normal LCLs, LCLs from two individuals with Rett syndrome (RTT), expanded with a minimum number of passages, exhibited biallelic expression of DLX5 as reported by
In the Schüle et al. paper , it is difficult to draw definitive conclusions regarding the mono-or biallelic expression of DLX5 based on Fig. 2 of Schule et al. [2] (for human LCLs) and 3 of Schule et al. [2] (for human brain) because of the high level of background sequence noise in multiple cDNA and genomic DNA samples, and the unequal C and T signal intensities at the mismatch for some genomic DNA samples. In mouse brain, Dlx5 is mostly biallelic [4, 6] [7] . This in vitro assay system is suitable for imprinting analysis and has led to the identification of several imprinted genes [8] [9] [10] , including DLX5, and the data were verified with human LCLs [3] . Collectively [4] . A) LCL cell samples were prepared after minimum passages without additional freezing and thawing after purchased from Coriell Cell Repositories. B) The same normal LCLs samples used in A) were subjected to several additional passages and one-time freeze/thawing before use.
